Background: The purpose of this study was to examine the expression of metabolism-related proteins according to metastatic site in metastatic breast cancer and to assess the implication of site-specific differential expression.
Introduction
Breast cancer has a high morbidity and mortality, mainly because it can easily metastasize to distant organs. The main metastatic sites from breast cancer are the lung, bone, brain, and liver [1, 2] . However, most studies have focused on bone and brain metastases [3] [4] [5] [6] [7] [8] . The main mechanism of tumor metastasis is the reciprocal interaction between tumor cells and the host tissue, involving cell adhesion, proteolysis, invasion, and angiogenesis [2, 9] . Because different cancers display distinct metastatic patterns, the seed and soil hypothesis has been proposed, which dictates that the specific tumor (seed) can survive only in specific visceral organs (soil) [10] . Accordingly, metastatic breast cancer cells show different characteristics according to the metastatic site. For example, brain metastasis is associated with young age, estrogen receptor (ER) negativity, prior lung metastasis, HER-2 overexpression, EGFR overexpression, and the basal subtype [5] [6] [7] , while bone metastasis is associated with lower histologic grade, ER positivity, ER positivity/progesterone receptor (PR) negativity, strand growth pattern, and the presence of fibrotic foci in invasive ductal carcinoma [4, 11, 12] . Therefore, metastatic breast cancer is also likely to display distinct characteristics according to metastatic site.
According to the Warburg effect theory, while normal cells gain energy from oxidative phosphorylation, cancer cells obtain energy from glycolysis, making glycolysis an important component in cancer metabolism [13] . However, this theory cannot fully explain the energy usage of all Table 1 Clone, dilution, and source of antibodies used in this study cancer cells [14] . Glutamine and mitochondrial metabolism, along with glucose metabolism, are also important components in cancer cell metabolism. Tumor cells under active glycolysis have higher levels of glycolytic intermediates, and the metabolism of glycolytic intermediates has been recently shown to be involved in tumorigenesis. A representative metabolic pathway of glycolytic intermediates is the glycine and serine metabolic pathway [15] [16] [17] [18] , which has been recently studied as a new possible target for tumor therapy [19] . Targeted therapy can be used in metastatic cancer, as well as in primary cancer, making the identification of metabolic phenotypes in metastatic cancer clinically important. However, metastatic cancer displays distinct characteristics according to metastatic site, but the sitespecific metabolic features have not yet been fully identified. The purpose of this study was to examine the expression of metabolism-related proteins according to their metastatic site in metastatic breast cancer and their implication. Figure 1 Differential expression of metabolism-related proteins in breast cancer metastasis according to metastatic site. The expression of glycolysis-related proteins (Glut-1, hexokinase II, CAIX, and MCT4) was higher in the brain and lower in the bone and liver. The stromal expression levels of MCT4, PHGDH, and SHMT1 were higher in bone metastasis than other sites. 
Materials and methods

Patient selection
Patients with invasive primary breast cancer and metastasis to distant organs (lung, bone, brain, and liver) were selected from medical records of the Department of Pathology of Severance Hospital. Only patients with a diagnosis of invasive ductal carcinoma were included. In total, 162 cases were identified, and 49 cases were paired between primary cancer and metastatic cancer. All slides were reviewed, and pathologic diagnoses were approved by two pathologists (JSK and WHJ). Histological grade was assessed using the Nottingham grading system [20] . This study was approved by the Institutional Review Board (IRB) of Severance Hospital. Written informed consent was obtained from the patient for the publication of this report and any accompanying images.
Tissue microarray
On H&E-stained slides of the tumors, a representative area was selected, and the corresponding spot was marked on the surface of the paraffin block. Using a biopsy needle, a 3-mm tissue core in the selected area was punched out and placed onto a 6 ? 5 recipient block. Two tissue cores were extracted to minimize extraction bias. Each tissue core was assigned a unique tissue microarray location number that was linked to a database containing other clinicopathologic data.
Immunohistochemistry (IHC)
The antibodies used for IHC in this study are shown in Table 1 . Formalin-fixed, paraffin-embedded (FFPE) tissue samples were used as follows. Three-micron-thick slices from the FFPE tissue block were deparaffinized and rehydrated in xylene and alcohol solutions and stained using a Ventana Discovery XT automated stainer (Ventana Medical Systems, Tucson, AZ, USA). Antigen retrieval was performed with CC1 (Cell Conditioning 1) buffer (citrate buffer pH 6.0, Ventana Medical Systems). Appropriate positive and negative controls were used.
Interpretation of immunohistochemical results
A cut-off value of 1% or more positively stained nuclei was used to define ER and AR positivity [21] . HER-2 staining was analyzed according to the American Society of Clinical Oncology (ASCO)/College of American Pathologists (CAP) guidelines using the following categories: 0 = no immunostaining; 1+ = weak incomplete membranous staining, less than 10% of tumor cells; 2+ = complete membranous staining, either uniform or weak in at least 10% of tumor cells; and 3+ = uniform intense membranous staining in at least 30% of tumor cells [22] . HER-2 staining was considered positive when strong (3+) membranous staining was observed whereas it was considered negative when none or weak (0 to 1+) staining was noted. IHC result interpretation was based on the product of the proportion of stained cells and the immunhistochemical staining intensity. A product between 0 and 1 was regarded as negative, a product between 2 and 4 as low positive, and a product between 5 and 6 as high positive [23] . The proportion of stained cells was scored as 0 for negative, 1 for positive with less than 30%, and 2 for positive with greater than or equal to 30%. The staining intensity was scored as 0 for negative, 1 for weak, 2 for moderate, and 3 for strong. Ki-67 labeling index (LI) was defined as the percentage of positive cells in tumor cell nuclei.
Tumor phenotype classification
In this study, breast cancer phenotypes were classified according to IHC results for ER, PR, HER-2, and Ki-67, 
Hexokinase II 0.581 1.000 0.500 1.000 1.000 and triple negative breast cancer (TNBC) type: ER, PR, and HER-2 negative.
Classification of tumor metabolic subtype
In this study, tumor metabolic subtypes were classified according to IHC results for metabolism-related proteins as follows: Glycolysis type: 3 or more positive Meier survival curves and log-rank statistics were employed to evaluate time to tumor metastasis and time to survival. Multivariate regression analysis was performed using a Cox proportional hazards model.
Results
Baseline characteristics of patients
In a total of 162 cases, 52 (32.1%) had lung metastasis, 47 (29.0%) had bone metastasis, 30 (18.5%) had brain metastasis, and 24 (14.8%) had liver metastasis. The proportion of cases with ER positivity and PR positivity was higher among those with bone and liver metastases than in those with metastasis to other sites (p < 0.001), and HER-2 positivity was higher among cases of brain metastasis compared to other sites (p = 0.017). Furthermore, luminal A type tumors were more common among patients with bone and liver metastasis, while the proportion of tripe negative breast cancer (TNBC) was higher among cases of brain and lung metastasis (p < 0.001) ( Table 2) .
Expression of metabolism-related proteins in breast cancer metastasis according to metastatic site (Figure 1 )
Analysis of metabolism-related protein expression according to metastatic site in metastatic breast cancer revealed site-specific expression patterns of glycolysis-related proteins (Glut-1, hexokinase II, CAIX, and MCT4), with higher expression levels seen in brain metastasis than in bone or liver metastasis (p < 0.001, 0.001, 0.009, and <0.001, respectively). Similar trends were seen for PHGDH (p = 0.027). The highest expression levels of SDHB and SHMT1 were found in lung metastasis, while the lowest levels were seen in bone metastasis (p = 0.006, and 0.033, respectively) ( Table 3) . On analysis of metabolism-related protein expression in the stromal compartment of tumors, the expression of MCT4 (p = 0.002), GLS1 (p = 0.006), GDH (p = 0.035), SDHA (p = 0.004), PHGDH (p = 0.018), PSPH (p = 0.006), PSAT1 (p < 0.001), and SHMT1 (p < 0.001) showed site specificity: higher stromal expression of MCT4, GLS1, GDH, SDHA, PHGDH, and SHMT1 were found in bone metastasis, while PSPH and PSAT1 were higher in brain metastasis (Table 4) .
After a review of the metabolic phenotype according to metastatic site, the glycolysis phenotype was most often seen in the brain and lung (p < 0.001) ( Table 5 ).
Correlation of expression of metabolism-related proteins between primary and metastatic breast cancer according to metastatic site
We analyzed the expression levels of metabolismrelated proteins in primary and metastatic cancers in 49 paired cases. The expression level of MCT4 was statistically different between primary and metastatic cancers (p = 0.002). When considering difference between primary and metastatic cancers according to metastatic sites, Glut-1 (p = 0.004) and MCT4 (p = 0.004) were expressed in the lung metastasis but not in the primary cancer ( Table 6 and Figure 2 ).
Correlation between pathologic factors and expression of metabolism-related proteins
On analyzing the association between expression of metabolism-related proteins and pathologic factors, ER negativity was associated with Glut-1 positivity (p < 0.001), hexokinase II positivity (p < 0.001), CAIX positivity (p < 0.001), glycolysis type (p < 0.001), glutaminolysis type (p = 0.001), PHGDH positivity (p < 0.001), and SHMT1 positivity (p < 0.001). PR negativity was associated with MCT4 positivity (p = 0.001) and higher Ki-67 LI was associated with Glut-1 positivity (p = 0.001) and MCT4 positivity (p = 0.001). Glut-1 (p < 0.001), CAIX (p < 0.001), and SHMT1 (p < 0.001) were associated with molecular subtype. If these proteins were expressed, the proportion of TNBC was higher, while luminal A type was higher when these proteins were not expressed. In addition, TNBC was more common in glycolysis type, while luminal A was more common in non-glycolysis type (p < 0.001) ( Figure 3) .
The association between the expression of metabolism-related proteins and patient prognosis
On analyzing the association of metabolic phenotype and the expression of metabolism-related proteins with patient prognosis with univariate analysis (Figure 4 and Table 7 ), we found that factors associated with shorter overall survival (OS) were CAIX positivity (p = 0.044), PSPH positivity (p = 0.045), SHMT1 positivity (p = 0.002), and serine/glycine type (p = 0.041). The factors associated with shorter OS in multivariate analysis were higher Ki-67 LI (hazard ratio: 4.096, 95% CI: 1.664? 10.08, P = 0.002) and tumoral SHMT1 positivity (hazard ratio: 2.836, 95% CI: 1.239? 6.495, P = 0.014) ( Table 8 ).
Univariate analysis was performed to analyze the association between expression of metabolism-related proteins and metabolic phenotype according to metastatic site. The factors associated with shorter OS were Glut-1 positivity (p = 0.020), CAIX positivity (p < 0.001), and PSPH positivity (p = 0.011) in bone metastasis. SHMT1 positivity (p = 0.022) and GLDC positivity (p = 0.024) were associated with shorter OS in brain metastasis, PHGDH positivity (p = 0.048) was associated with shorter OS in liver metastasis, and CAIX positivity (p = 0.046) was associated with shorter OS in lung metastasis ( Figure 5 and Table 7 ).
Discussion
In this study, differences in metabolic features of tumors were seen according to metastatic site among cases of metastatic breast cancer. Briefly, brain and lung metastasis showed higher expression levels of glycolysisrelated proteins (Glut-1, hexokinase II, CAIX, and MCT4) than did bone and liver metastasis. Thus, there are several possible reasons for the different metabolic features according to metastatic site. First, the molecular subtypes showed site specificity in metastatic breast cancer, with a high proportion of TNBC in brain and lung metastases and luminal A in bone and liver metastases. In previous studies, the expression levels of glycolysis-related proteins were higher in TNBC or basal-like type [25, 26] . Such data are in agreement with the results from this study that the expression of glycolysis-related proteins is higher in brain and lung metastases, which consist of more TNBC cases. Another possible reason is the variety of influences from circulation tumor cells (CTC). Given that CTC, defined as cancer cells in the blood of cancer patients, plays a significant role in the metastatic process, CTC and its metabolites have an influence on metastatic properties. This may result in site specificity according to metastatic site; however, further study is required [27] . One other reason is the different metabolic characteristics of metastatic sites. For example, given that bone tissue creates the hematopoietic cells, the metabolites of bone tissue are expected to differ from those of liver, brain, or lung. This is supported by the fact that immune-responsive tissue and immune-privileged tissues are reported to show different cellular compositions, as well as different metabolic and immunological responses [28] . The stromal expression levels of hexokinase II, MCT4, GLS1, GDH, SDHA, PHGDH, and SHMT1 were higher in Figure 5 Association between expression level of metabolism-related proteins and patient prognosis in metastatic breast cancer according to the metastatic sites.
bone metastasis compared to that at other sites. In terms of histologic features, bone metastasis forms highly rich tumor stroma with prominent fibroblasts. The reverse-Warburg effect theory, which describes the metabolic interaction between tumor cells and the stroma, supports the expression of metabolism-related proteins in the stroma in bone metastasis. The theory insists that lactate created by glycolysis in the stroma is transferred to tumor cells and metabolized as the substrate by oxidative phosphorylation in tumor cells [29, 30] . Therefore, the reverse Warburg effect phenotype may be applicable to bone metastasis, in which glycolysisrelated molecules or glycolytic metabolism intermediates are highly expressed. In previous studies, luminal type tumors were more likely to have the reverse Warburg effect phenotype [31] . This may explain why metastatic tumors with the reverse Warburg effect phenotype are more likely to occur in the bone, since luminal type tumors are most commonly found in the bone. However, further validation studies are needed to confirm these findings.
Primary tumors were negative for Glut-1 and MCT4, but some positivity was seen in lung metastasis. Previous studies reported differential expression of most important biomarkers of breast cancer (ER, PR, and HER-2) between primary cancer and metastatic cancer, with 21? 50% showing HER-2 loss, about 30% showing HER-2 gain [8, 32] , 3.2? 44% showing ER loss [33] [34] [35] , 24% showing PR loss [35] , and ER or PR gain not reported. In other words, when primary breast cancer progresses to metastatic cancer, expression of ER/PR can be lost. The loss of ER/PR may be because metastatic cancer exhibits more aggressive features compared to primary tumors; thus, ER/PR, a good prognostic marker, presents as a loss rather than as a gain. In this study, Glut-1 expression was associated with ER negativity and MCT4 expression was associated with PR negativity. In the progression of primary to metastatic cancer, ER/PR is lost and the expression of metabolismrelated proteins like Glut-1 and MCT4 appear. Further validation is required to generalize the findings of this study.
The clinical significance of this study is that inhibition of the metabolic pathway may be a potential treatment target. The expression of metabolism-related proteins, especially glycolysis-related proteins differed according to metastatic site. Previous preclinical studies reported that Glut-1 inhibitor [36, 37] , CAIX inhibitor [38] , and MCT4 inhibitor [39] suppress tumor growth in several tumor types. Thus, these proteins are possible targets for chemotherapy in brain and lung metastasis, which showed higher expression levels of glycolysis-related proteins. However, it should be noted that a compensating response may appear if one or two molecules are inhibited in metabolic pathway targeted therapy [40] .
Conclusion
In conclusion, differences in metabolic features according to metastatic site were seen in metastatic breast cancer, with the glycolysis phenotype found predominantly in the brain and lung since the expression of glycolysis-related protein was higher and the non-glycolysis phenotype in the bone and liver.
